Background: Acanthamoeba spp. are free-living ubiquitous protozoans capable of causing Acanthamoeba meningitis/meningoencephalitis (AME) of the central nervous system in humans. Acanthamoeba spp. are divided into 20 different genotypes (T1-T20) on the basis of variation in nucleotide sequences of the 18S rRNA gene. The objective of this study was to identify the genotypes of Acanthamoeba spp. in patients of Acanthamoeba meningitis/meningoencephalitis (AME) using 18S rRNA gene-based PCR assay. The present study provides information regarding the involvement of the most prevalent and predominant genotype of Acanthamoeba spp. in Acanthamoeba meningitis/meningoencephalitis infections in India. Methods: Cerebrospinal fluid (CSF) was collected from 149 clinically suspected Acanthamoeba meningitis/ meningoencephalitis (AME) patients reporting to the outpatient department/causality services of the Neurosciences Centre, AIIMS, New Delhi, India during the past five years. Samples were inoculated onto 2 % non-nutrient agar plates overlaid with E. coli and incubated at 30°C for 14 days. Among 149 suspected patients, ten were found culture-positive for Acanthamoeba spp. out of which six isolates were established in axenic culture for molecular analysis. DNA was isolated and a PCR assay was performed for amplification of the Diagnostic fragment 3 (DF3) (~280 bp) region of the 18S rRNA gene from axenic culture of six Acanthamoeba spp. isolates. Rns genotyping was performed on the basis of the variation in nucleotide sequences of DF3 region of the 18S rRNA gene. Results: In the phylogenetic analysis, all of the six Acanthamoeba spp. isolates were found to belong to genotype T4. The sequence homology search for these six isolates in the NCBI databank showed homology with the available strains of Acanthamoeba spp. The newly generated sequences are available in the GenBank database under accession numbers KT004416-KT004421. Conclusions: In the present study, genotype T4 was found as the most prevalent and predominant genotype in Acanthamoeba meningitis/ meningoencephalitis infections. Hence further studies are needed to develop optimal therapeutic strategy against Acanthamoeba spp. of genotype T4 to combat against the infections.
Background
Acanthamoeba spp. are free-living ubiquitous protozoans capable of causing Acanthamoeba meningitis/meningoencephalitis (AME) of the central nervous system and fatal granulomatous amoebic encephalitis (GAE) of the brain in humans [1] . AME is a slow progressive infection of the central nervous system that occurs mostly in immunocompromised individuals with HIV/AIDS, tuberculosis, systemic lupus erythematosis (SLE), diabetes or undergoing cancer chemotherapy/radiotherapy treatment and can also occur in immunocompetent individuals [2] [3] [4] [5] . Although a person may be infected with Acanthamoeba spp., the severity of infection depends on the size of the inoculum, the immunity of the patient and the virulence properties of the infective amoeba strain. AME results from the haematogenous spread of the amoebae from initial portals of entry, i.e. either skin or respiratory system to brain parenchyma through olfactory nerve [6] . The clinical symptoms of AME resemble viral, bacterial or tubercular meningitis such as fever, headache, stiff neck, lethargy, vomiting, nausea, etc. [7] . With advancement of the disease, seizures, behavioural changes like diplopia, aphasia, ataxia, altered mental state and lethargy were seen as other major symptoms [7] .
The first case of amoebic meningitis in a 9 year-old boy was reported by Fowler & Carter in 1965 [8] . The first case of amoebic meningoencephalitis in two Indian children was reported by Pan et al. in 1971 [9] . Thereafter, several cases of AME had been reported from various parts of India [10, 11] .
Previously Acanthamoeba spp. was divided into three groups based on morphological characteristics i.e. cyst size, shape and growth temperature conditions which were confusing [12] . However with the advancement of molecular biology techniques, researchers could differentiate Acanthamoeba spp. into 20 different genotypes (T1-T20) based on the variation in nucleotide sequences of the 18S rRNA gene [13] . These genotypes are discriminated from one another by a minimum of 5 % sequence divergence and 0-4.3 % sequence dissimilarity exists within genotype T4 [14, 15] . Although genotypes T1, T2, T4, T5, T10 and T12 are responsible for causing meningitis in humans, yet genotype T4 predominates among them [16] [17] [18] . PCR assay for amplification of a 464 bp region termed as "Acanthamoeba specific amplimer (ASA.S1)", within the 18S rRNA gene was found suitable for genotyping of Acanthamoeba spp. [19] . ASA.S1 region includes two regions, "stem 29" is the conserved region and "stem 29-1", a~280 bp long highly variable region is designated as Diagnostic fragment 3 (DF3) [20] . Rns genotyping of Acanthamoeba spp. with variation in nucleotide sequences of small DF3 region was found to be as robust as based on long ASA.S1 region (19) . The present study aimed to determine the prevailing genotypes of Acanthamoeba spp. in amoebic meningitis/meningoencephalitis infections in humans.
Methods

Collection of clinical specimens
After informed consent and thorough clinical examination, cerebrospinal fluid was collected by the neurologists from 149 clinically suspected Acanthamoeba meningitis/meningoencephalitis patients with the following symptoms: headache, stiff neck, lethargy, vomiting, nausea, reporting to the Outpatient Department/ causality services of Neurosciences Centre, All India Institute of Medical Sciences, New Delhi, India in the past five years. Some patients were also having symptoms such as seizures or aphasia or ataxia or altered mental state and lethargy that were similar to symptoms in Acanthamoeba infections. A part of the specimen was inoculated onto a 2 % non-nutrient agar plate overlaid with E. coli for culturing and a second part of the specimen was placed in 500 μl PBS buffer (pH 7.4) for molecular diagnosis by PCR assay. Inoculated non-nutrient agar plates were sealed incubated at 30°C for 14 days. Plates were examined regularly for 14 days postincubation under a light microscope (at a magnification of 100-400×) (Nikon) for the appearance of growth of Acanthamoeba spp. over the agar surface. Among 149 suspected patients of Acanthamoeba meningitis/meningoencephalitis 10 (6.71 %) cases were found culture positive, 11 (7.38 %) cases were found PCR positive and 10 (6.71 %) cases were positive by both culture and PCR assay for Acanthamoeba spp. Six samples out of ten culture-positive cases were further sub-cultured for molecular analysis by transferring a square shape agar surface with Acanthamoeba spp. on to new agar plates previously seeded with E. coli.
Establishment of axenic culture for Acanthamoeba spp. isolates
Axenic culture was established in 6 Acanthamoeba spp. isolates among 10 culture positive isolates following the procedure as described earlier [21] . We were unable to establish axenic culture in other four positive isolates due to fungal contamination. Briefly, Petri plates containing 2 % non-nutrient agar medium overlaid with live E. coli were treated under UV light in a laminar hood for 30 mins to kill the live bacteria. A small piece of culture of Acanthamoeba spp. from the previously cultured plate was placed face down on the surface of the UV treated plate and incubated at 30°C for 7 days. Subsequently a small piece of agar containing amoebas from the UVtreated plate was transferred to 25 cm 2 cell culture flasks (Nunc) containing 10 ml of PYG growth medium [proteosep peptone (0.75 %), yeast extract (0.75 %) and glucose (1.5 %)] (pH = 7.4) with antibiotics (penicillin and streptomycin) in bactericidal concentrations and incubated at 30°C for 5 days [21] . Flasks were examined daily for 5-10 days under an inverted microscope (Nikon) until full growth of amoebas was seen in the medium. Initial culture flasks were subsequently sub cultured in 25 cm 2 cell culture flasks containing PYG medium with antibiotics for at least 3 consecutive passages to achieve complete axenization.
PCR assay
Briefly, axenic culture of 6 Acanthamoeba spp. isolates were centrifuged at 500× g for 10 min followed by washing the pellets with PBS buffer (pH 7.4) to make it free from remaining culture medium. DNA was extracted from the pellet using QIAmp DNA Mini Kit (QIAgen) following the manufacturer's instructions and used for PCR assay. PCR amplification of the Diagnostic fragment 3 (DF3) (~280 bp) of the 18S rRNA gene of Acanthamoeba spp. was performed using the genus-specific forward primer 892C (5'-GTC AGA GGT GAA ATT CTT GG-3') and reverse primer JDP2 (5'-TCT CAC AAG CTG CTA GGG G AG TCA-3') [20, 22] . PCR amplification was carried out in 25 μl of final reaction volume containing 1× reaction buffer (Fermentas), 0.2 mM dNTPs (Fermentas), 0.40 μM of each primer and 1.25U Taq polymerase (Fermentas). The temperature profile of the PCR assay was as follows: initial denaturation for 10 min at 94°C, followed by 35 cycles of denaturation for 1 min at 94°C, primer annealing for 1 min at 57°C, strand elongation for 1 min at 72°C, with the final elongation for 10mins at 72°C. DNA isolated from known isolates of Acanthamoeba spp. was used as a positive control and reaction mixture with 5 μl of distilled water was used as a negative control in the PCR reaction. Amplified PCR products were electrophoresed on 1.5 % agarose gel, which was visualised under a Gel documentation system (Syngene).
Sequence homology analysis and construction of phylogenetic tree
Amplified DNA bands for DF3 region (~280 bp in length) were cut from the agarose gel and DNA was extracted using QIAquick Gel Extraction Kit (QIAgen) as per the manufacturer's instructions. Nucleotide sequences of the purified DNA were determined commercially (Biolink) using the PCR primers 892C and JDP2 (sequences described above). Nucleotide sequences of the DF3 region of 6 Acanthamoeba spp. from this study were searched for homology analysis with available sequences found in the GenBank database with NCBI BLAST computer programme (NCBI, USA) and DF3 nucleotide sequences of all existing genotypes of Acanthamoeba spp. were retrieved from the NCBI databank (http://www.ncbi.nlm. nih.gov/pubmed). Nucleotide sequences from the present study and the homologous sequences from reference strains were analysed using MEGA6 computer programme [23] . Sequences were aligned (both pair wise and multiple sequence wise) using CLUSTAL W alignment programme implemented in MEGA6 [23] . The phylogenetic tree was reconstructed using Kimura two-parameter distance algorithm with 1000 bootstrap replicates. Acanthamoeba spp. strain V006 (T1 genotype) was used to root the tree. The tree was generated using the neighbour-joining method.
Results
The partial nucleotide sequences of DF3 region of Acanthamoeba spp. from six Acanthamoeba meningitis/ meningoencephalitis patients (RCSF1-RCSF6) aligned using ClustalW and showing highest variation are shown in Fig. 1 . Sequence homology search for these six Acanthamoeba spp. in the NCBI databank revealed homology with the available strains of Acanthamoeba spp. presented in Table 1 . The sequences generated in the present study are submitted to the GenBank database under accession numbers KT004416-KT004421 (Fig. 2) . Nucleotide sequences for the DF3 region produced a clear band of 280 bp length when electrophoresed in 1.5 % agarose gel for all positive specimens (Fig. 3) .
Phylogenetic tree reconstructions with neighbour-joining and UPGMA methods provided similar tree topologies, which placed the six Acanthamoeba spp. examined here within the genotype T4 clade (Fig. 2) . We found that, RCSF1 showed 100 % similarity with the previously identified strain AcaL7 of genotype T4; RCSF2 showed 100 % similarity with strain Ac_E4c of genotype T4; RCSF3 showed 97 % similarity with strain LC-2012 of genotype T4; RCSF4 showed 97 % similarity with AG-2012 of genotype T4; RCSF5 showed 99 % similarity with strain LC-2012 of genotype T4 and RCSF6 showed 99 % similarity with strain Ac_E4c of genotype T4. Out of the six Fig. 1 Primary sequence alignment of the DF3 region with the software CLUSTAL W. The region shown is a subset of the total DF3 region which shows highest variation. Asterisks (*) denote identical nucleotides, dashes (−) denote alignment gaps Acanthamoeba spp. isolates, four were not 100 % identical to any available strain in the GeneBank revealing that, certain polymorphisms exists within the nucleotide sequences.
Discussion
Free-living amoebae of the genus Acanthamoeba are widely distributed in nature, in the soil, water and air [7] . These are responsible for several central nervous system infections such as Acanthamoeba meningitis/ meningoencephalitis (AME) and fatal granulomatous amoebic encephalitis (GAE). Acanthamoebae were first reported as the causative agents of acute pyogenic meningitis in 1965, and thereafter several cases of Acanthamoeba infections have been recorded worldwide [8, 16, 24] . Martinez & Visvesvara [6] reported that, out of 166 cases of amoebic encephalitis taken for consideration, 103 were due to Acanthamoeba and 63 were due to Balamuthia. Opportunistic infections due to Acanthamoeba are increasing nowadays due to decrease in immunity of the individuals mainly because of either HIV/ AIDS infections or organ transplantation or chemotherapeutic treatments or administration of steroids or other debilitating diseases.
Previously Acanthamoeba spp. comprised three morphological groups (groups I-III) based on morphological characteristics (cyst size, shape and growth temperature requirements), which were difficult and confusing [12] . Later genotyping of Acanthamoeba spp. was introduced, using analysis of complete nucleotide sequences of the 18S rRNA gene, of 2,300-2,700 bp in length [19] . GTSA.B1, a large region of the 18S rRNA gene of~1475 bp in length (approximately 65 % of the complete 18S rRNA gene), was amplified using the primers CRN5 and 1137, which was proven reliable as that of the complete 18S rRNA gene for genotyping [19] . Subsequently "ASA.S1" region, a 460 bp region within the 18S rRNA gene, was found useful as that of complete nucleotide sequences for genotyping [19] . Schroder et al. also showed that, instead of sequencing whole regions of GTSA.B1, which include six variable regions, sequencing of only one small variable region, i.e. Acanthamoeba Specific Amplimer (ASA.S1) of 464 bp in length, was an useful substitute for genotyping [19] . Thereafter the DF3 region, the~280 bp variable region within ASA.S1 region, is being widely used for genotyping studies, since it provides equivalent results as that of ASA.S1 [20] .
Among all of the known 20 genotypes (T1-T20) of Acanthamoeba spp. T4 is the most predominant and Fig. 2 Phylogenetic tree constructed with the neighbour-joining method using nucleotide sequences of DF3 region of the 18S rRNA gene prevalent genotype responsible for causing Acanthamoeba meningitis/meningoencephalitis (AME) followed by genotypes T1, T10, and T12 (16) . The genotype data obtained in this study from six Acanthamoeba spp. isolates further confirmed that, "T4 genotype is the most common and predominant genotype causing Acanthamoeba meningitis/ meningoencephalitis" as postulated from previous studies [16, 24] . In addition to T4, several genotypes of Acanthamoeba spp. were also reported from different countries from patients with meningitis or granulomatous amoebic encephalitis. In a recent phylogenetic study, Acanthamoeba spp. of genotypes with T2, T4 and T5 were isolated from patients with GAE [18] . Booton et al. reported that, Acanthamoeba spp. of genotypes T1, T10 and T12 were also responsible for causing GAE in humans [16] . Acanthamoeba of genotype T2 was identified as the causative agent of GAE in an immunodeficiency virus-negative patient with underlying tuberculosis [17] . Recently, Acanthamoeba spp. isolates of genotype T18 has been isolated from a patient with fatal GAE [25] .
Conclusions
This study supports the conclusion that, among all of the genotypes of Acanthamoeba spp. reported to date, T4 appears as the most prevalent and predominant genotype associated with Acanthamoeba meningitis/ meningoencephalitis infections. Further research is needed in order to develop the optimal therapy against the T4 genotype of Acanthamoeba spp. to combat these fatal brain infections.
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